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The purpose of this overview is to discuss the evidence for
and functional characteristics of the KCI cotransporter in the
basolateral membrane of renal tubules. By virtue of this local-
ization in a polarized epithelial system, the KCI cotransporter is
uniquely poised to play a central role in the transcellular
reabsorption of NaCI. Since the major sodium extruding mech-
anism is thought to be the Na,K-ATPase, there is an obligatory
recycling of K across the basolateral membrane to achieve net
transepithelial NaCl transport. The KC1 cotransporter appears
to mediate the majority of this continued efflux of K across the
basolateral membrane. In many cells, there are additional Cl
efflux mechanisms, including conductances pathways. These
systems may be acutely activated in response to cell swelling so
as to allow the major intracellular solute (K) to leave the cell
and restore cell volume. These transport systems are now being
studied in basolateral membrane preparations, and it is hoped
that this avenue will permit a detailed characterization and
identification of this transporter.
Proximal tubule
The transport mechanisms for chloride in the renal proximal
tubule have not been clearly defined. Chloride enters the cell
from the lumen by Cl/OH and/or CllFormate exchangers, or by
simple passive diffusion if the electrochemical gradient favors
chloride entry [1—41. The mechanisms by which chloride leaves
the proximal tubule cell across the basolateral membrane have
been recently subjected to detailed scrutiny. The chloride
conductance of the basolateral membrane appears to be low
when measured with chloride-sensitive microelectrodes [5—81 or
by testing the effects of chloride channel blockers on transepi-
thelial potential difference [9]. These results do not support an
important electrogenic pathway for chloride exit across the
basolateral membrane, despite the findings that the cellular
chloride activity is higher than would be predicted from the
chloride electrical equilibrium potential across the membrane
[10, 11]. An electrically neutral KC1 cotransport system has
been proposed as the mechanism for chloride exit from cells
where the chloride conductance of the basolateral membrane is
too low to account for the passive movement of chloride from
the cell down its electrochemical gradient [12, 13]. An electri-
cally-neutral KCI cotransport system has also been proposed as
the mechanism of chloride transport across the basolateral
membrane of the proximal tubule cell in the rabbit and rat
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kidney, and well as the gallbladder and proximal tubule of the
Necturus [9—17].
Recent studies using ion-selective electrodes have directly
demonstrated the presence of a functional KCI cotransport
system in the basolateral membrane of the rabbit proximal
straight tubule [11]. As shown in Table 1, current injections into
impaled proximal tubule cells predictably altered the basolat-
eral membrane potential, but had no effect on intracellular
chloride activity. The cell chloride activity was reduced by
removal of chloride from the luminal perfusion solution. The
reduction in cell chloride activity was even more striking when
chloride was removed from the peritubular bathing solution, but
current injections still did not change the cell chloride activity
under these conditions [11]. The results demonstrated that
chloride is accumulated in the cell above its equilibrium poten-
tial, and that current injections into the cell do not modify the
distribution of chloride across the basolateral membrane. Fur-
ther studies demonstrated that increases in bath K also increase
cell Cl activity, and that decreases in the bath Cl concentration
reduced the cell K activity [11]. These findings are quite similar
to those previously reported in the Necturus gallbladder and
proximal tubule [12—17] and are characteristic of an electrically-
neutral KCI cotransporter.
The functional role of such a transporter is currently being
defined. It seems certain that KCI exit plays a central role in the
cell volume response to hypotonic challenge [18]. The subse-
quent cell volume decrease (regulatory volume decrease) ap-
pears to involve neutral- as well as electrically-coupled KC1 exit
pathways across the basolateral membrane [15—21]. In addition
to regulatory volume decrease, basolateral KCI cotransport
plays a central role in the net transcellular transport of solute.
An interesting example of the role which KCI cotransport may
play in this process is provided by studies of glucose transport
by the proximal tubule [22, 23]. When glucose is added to
suspensions of proximal tubule cells, there is an increase in cell
Na content and a net decrease in cell K content. A net efflux of
K could be demonstrated which was presumably an electrically-
neutral KCI exit pathway because it was not completely inhib-
ited by barium or ouabain [22, 23]. Relatively high concentra-
tions of furosemide (1 mM) inhibited the barium-insensitive K
efflux pathway, consistent with a KCI cotransport pathway [24].
Distal tubule
KCI transport systems have also been examined with elec-
trophysiological techniques in more distal segments of the
nephron. KC1 cotransport has been proposed as a mechanism
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Control —44.0 2.3 29.8 2.1
Depolarizing current (+ 1.02 pA) —30.7 2.2a 29.0 2.0
Control —45.6 2.7 29.5 2.3
Hyperpolarizing current (—1.02 pA) —54.1 33a 30.1 2.5
for chloride exit across the basolateral membrane of the rabbit
cortical thick ascending limb [25, 26]. Guggino [27] observed
two distinct cell types in the early distal tubule of the Amphi-
uma kidney, with different basolateral transport mechanisms
for potassium and chloride. In one cell type (high basolateral
conductance), both chloride and potassium were transported
across the basolateral membrane primarily via conductive path-
ways. In the second cell type (low basolateral membrane
conductance), movements of potassium and chloride across the
basolateral membrane appeared to be electroneutral, presum-
ably involving a KCI cotransport mechanism. The medullary
thick ascending limb also appears to be heterogeneous with
regards to basolateral KCI transport systems. Yoshitomi et al
[281 found that cells with high basolateral conductance for K
also have a parallel C1 conductance. In addition, in cells with
low basolateral membrane K conductance, a small Cl— con-
ductance could be seen which appeared to be stimulated by low
pH [281. In contrast, the cells of the thin descending limb appear
to contain both electrically-coupled and electrically-neutral KCI
exit pathways which participate in cell volume regulation [291.
A schematic representation of these KC1 transport pathways is
presented in Figure 1. In addition to the electrically neutral KC1
cotransporter and parallel, conductive pathways for K Cl,
the Na,K-ATPase and other anion (such as, bicarbonate) trans-
port pathways in the basolateral membrane are represented.
A novel "sandwich" approach has been developed by West-
phale and Oberleithner [30] to study K transport pathways in
distal tubule cells from the frog kidney. Isolated tubule frag-
ments were placed on the membrane of a K-selective micro-
electrode and covered with dialysis tubing to form a closed
extracellular compartment which could be constantly perfused.
The K activity in the extracellular fluid was constantly mon-
itored while the extracellular compartment was superfused with
various solutions. As shown in Figure 2, when the perfusion
was stopped, K accumulated in the extracellular compartment
and its concentration rose from 1 m to over 2 m (Fig. 2,
Control). This process was partially inhibited by either barium
or furosemide, and therefore represented the release of cellular
K into the extracellular compartment when the perfusion was
stopped during the control condition. Parallel experiments
indicated that chloride was essential for the release of cell K
contents [291. Of note, when the K effiux pathways were
blocked with both furosemide (50 ,aM) and barium (3 mM), the
K concentration in the extracellular compartment decreased,
presumably due to the active uptake of K by the Na,K-
ATPase (Fig. 2). It appears that the furosemide-sensitive path-
way (that is, the KC1 cotransporter) was the predominant
mechanism for KC1 exit in this preparation, and that this
process is not inhibited by barium once the initial phase of K
accumulation (180 seconds) is completed.
Membrane vesicle studies
The mechanisms of KCI cotransport have been studied in
membrane vesicles prepared from rough endoplasmic reticulum
of the liver by Muallem et al [31]. It was known that a release of
calcium from intracellular stores accounts for part of the
increment of intracellular calcium which occurs during stimu-
lus-secretion coupling in many tissues. The hepatic rough
endoplasmic reticulum contain a parallel arrangement of an
electrogenic Ca2tATPase, a potassium conductance pathway,
a neutral KCI cotransporter, and a calcium conductance which
permits calcium efflux when it is activated by inositol trisphos-
phate [31]. In the absence of inositol trisphosphate, the calcium
efflux pathway is inactive and ATP-driven accumulation of
calcium can be observed. The electrogenic uptake of calcium is
balanced by an electrogenic efilux of potassium; a continuing
supply of intravesicular K is provided by the electrically-
neutral KC1 cotransporter. Because of the ionic selectivity of
the cotransporter, the rate of ATP-driven calcium uptake de-
pends on the ionic constituents in the external media (Fig. 3).
Maximal rates of calcium uptake were seen when the external
media contained 100 m KCI or, in the absence of Cl, if parallel
conductance pathways were provided by valinomycin and
tetrachlorosalicylanilide, a protonophore. There was a partial
Table 1. Effects of current applications across the basolateral
membrane on the chloride activity in the proximal tubule cell U
Data were taken from Reference 11.







Fig. 1. Cell model representing the coupled KCI exit pathways in the
basolateral membrane of a renal tubule cell. (Reprinted from reference
29 with permission).
Fig. 2. Original tracing of extracellular K
activity (mM) obtained with a K-selective
electrode and early distal tubule cells. Initial
rates can be discerned during the first 60
seconds when the chart speed was increased.
Furosemide decreased the release of K
compared to the control tracing, and also
blocked the release of K seen following the
application of barium. (Reprinted from
Reference 30 with permission).
endoplasmic reticulum vesicles. The uptake media contained 10 /LM
45Ca, 5 mM Hepes/Tris at pH 7.0, 3 mrt MgSO4, 1 mai ATP and 100 mM
of the following salts: KCI (open circles); NaCI (open triangles);
tetramethylammonium Cl (closed circles); K gluconate (closed trian-
gles); or K gluconate plus 5 ILM valinomycin and 5 MM tetrasalicylanilide
(open squares). (Reprinted from Reference 31 with permission).
reduction in calcium uptake if sodium was substituted for K,
and a major reduction if chloride was omitted in the absence of
ionophores. The striking reduction observed when K was
replaced by tetramethylammonium reflects the blocking effects
of this cation on the K conductance pathway [311. Further
experiments demonstrated that the KCI cotransporter was
Time, minutes
Fig. 4. KCI uptake into rough endoplasmic reticulum vesicles. The
uptake media contained 250 m sucrose, 5 mrs HepestTris at pH 7.0,
0,2 mtt EDTA, 10 mri KCI and tracer Rb with (open triangles) or
without (open circles) 5 mas tetramethylammonium or 10 mM K
gluconate with (closed circles) or without (closed triangles) 1.5 mM
furosemide. (Reprinted from Reference 31 with permission).
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electrically neutral, and was inhibited by millimolar amounts of
furosemide (Fig. 4). The lack of effect of tetramethylammo-
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Time, minutes
Fig. 5. Effects of cation gradients on 36C1 uptake in basolateral
membrane vesicles. The external media contained either 80 mri K
gluconate (filled circles), Na gluconate (open triangles) or N-methyl-
D-glucamine gluconate (open circles). (Reprinted from Reference 33
with permission).
0 '
0 1 2 3 60
Time, minutes
Fig. 6. Effects of anions and cations on 36C/ countertransport. A.
Basolateral membrane vesicles were preloaded with 25 mrt KCI (filled
circles), K gluconate (open triangles) or K nitrate (open circles) plus 100
m sucrose and 50 msi Hepes/Tns at pH 7.6. B. Basolateral membrane
vesicles were preloaded with either 25 mrvi KCI (filled circles); NaCI
(open circles); LiCI (open triangles) or N-methyl-D-glucamine chloride(filled triangles). In both A and B, uptake media contained 8 mr'i
Tris-36Cl, 100 m sucrose, and 50mM Hepes/Tris at pH 7.6. (Reprinted
from Reference 33 with permission).
Fig. 7. Effects of anion gradients and va/inomycin on 86Rb uptake in
basolateral membrane vesic/es. The external media contained 100 m
sucrose, 50 mM Hepes/Tris at pH 7.6, 1 mri K, 80 mrs Na, tracer Rb,
and either 81 m chloride, nitrate or gluconate. When present, valino-
mycin was 7 sM. (Reprinted from Reference 33 with permission).
rabbit renal cortices have examined several mechanisms of
chloride transport. Eveloff and Warnock [33] found that 36C1
uptake was stimulated by inwardly-directed K gradients (Fig.
5). Countertransport studies showed that the transporter was
specific for K and Cl. Trans-stimulation of 36Cl uptake was
not seen with nitrate or gluconate (Fig. 6A), or with sodium or
lithium (Fig. 6B). The KCI cotransporter was shown to be
electrically neutral in the experiments presented in Figure 7. In
the absence of valinomycin, 86Rb uptake was accelerated by a
chloride gradient compared to the nitrate or gluconate gradient.
When 86Rb conductance was increased with valinomycin,
nitrate gradients had the maximal effect on 86Rb uptake while
the 86Rb uptake driven by chloride was unchanged in the
presence of valinomycin, consistent with an electrically-neutral
KC1 cotransport process [33]. A distinct chloride conductive
pathway also became apparent when 1 mrvi Mg2 was added to
the incubation media. This conductance pathway was inhibited
by anthracene-9-carboxylate, while the electrically-neutral KC1
cotransporter was not [33].
Grassl and coworkers [34, 35] have also studied anion trans..
port processes in basolateral membrane vesicles from the renal
cortex. While Cl—/OH— exchange could be observed, prelimi-
















































uptake process is independent of the K conductance and is
therefore, electrically neutral (Fig. 4) [31].
Recent studies by Schultz and coworkers have described a
similar KCI cotransporter in parallel with a Mg2-driven proton
pump in endoplasmic reticulum vesicles of the rat exocrine
pancreas [32]. The ionic affinities of the KCI cotransporter were
found to be K > Li > Na = choline, and Cl > Br >
gluconate > nitrate. Of note, bumetanide was an ineffective
inhibitor of the KCI cotransporter [311, while furosemide [31,
32] and a more potent analogue (1-tetrazole-2-N-furfuryl-4-
methylanilino-5-suffamoyl benzyl) inhibited the KCI cotrans-
porter [32].
Studies of basolateral membrane vesicles prepared from
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Table 2. Chloride uptake studies in basolateral membrane vesicles
Investigators Eveloff & Warnock Grassi et al Chen & Verkman
Reference number 33 348 36
Species Rabbit Rat Rabbit
Uptake methods Isotopic Isotopic Fluorescence (SPQ)
Vesicle preparation













Vesicles stored at —70°C until
use
Percoll gradients




Vesicles incubated with SPQ at
4°C for 24 hrs before use
8 This reference is an abstract. The details of the vesicle preparation were taken from Reference 35.
Another recent study, using a C1-sensitive fluorescent probe
(SPQ), also failed to demonstrate either the KCI cotransporter
or a Cl— conductive pathway in basolateral membrane vesicles
[361.
Several technical differences, summarized in Table 2, may
explain these divergent findings. The major differences con-
cerned the tonicity of the homogenizing solution and the
conditions to which the vesicles were exposed prior to use. The
initial homogenizing solution was hypotonic (50 mr.i sucrose) in
the studies of Eveloff and Warnock [33], while isotonic homog-
enizing solutions (250 m sucrose) were used in the other
studies [34—36]. It is possible that the hypotonic homogenizing
solution caused acute cell swelling and thereby activated the
KCI cotransporter and Cl conductance pathway, analogous to
the events which occur during regulatory volume decrease [181.
A more critical difference may relate to the prolonged incu-
bation at 4°C which was necessary to load the basolateral
membrane vesicles with SPQ in the studies of Chen and
Verkman [361. In our experience, the KC1 cotransport system is
not very resilient, even in vesicles stored at —70°C; it has been
necessary to use the vesicles within several days of their
preparation for successful studies of the KCI cotransporter. It is
possible that the Cl transport pathways were adversely affected
by proteolysis in the recent studies of Chen and Verkman [36].
Summary and conclusions
The KC1 cotransporter in the basolateral membrane of renal
tubules may play a central role in the transcellular transport of
NaC1. Because this transporter is electrically neutral, and also
functions in parallel to the electrogenic Na,K-ATPase, there is
an imbalance in charge which must be expressed as a cationic
current across the basolateral membrane. Therefore, other
pathways must also function in the basolateral membrane which
permit the conductive exit of K in addition to the electrically-
neutral KCI cotransporter. Another functional role for the KC1
cotransporter is manifest during the cell volume regulatory
response to cell swelling. In this setting (regulatory volume
decrease), it appears that both electrically-neutral and electri-
cally-coupled KCI efflux pathways are acutely activated.
Very little is known at present about the mechanisms of short
and long term regulation of the KC1 cotransporter. A major
obstacle at this point is the lack of a suitable, potent (that is, M
range) specific inhibitor of this transporter. It also appears that
the chloride transport systems in basolateral membrane vesicles
may be greatly influenced by the precise details of the method
of preparation. Once these experimental details are mastered,
and a suitable high affinity inhibitor is identified, then the
detailed characterization and identification of the KC1 cotrans-
porter can be undertaken.
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